Previous phenotyping of glucose homeostasis and insulin secretion in a mouse model of hereditary hemochromatosis (Hfe -/-) and iron overload suggested mitochondrial dysfunction. Mitochondria from Hfe -/-mouse liver exhibited decreased respiratory capacity and increased lipid peroxidation. Although the cytosol contained excess iron, Hfe -/-mitochondria contained normal iron but decreased copper, manganese, and zinc, associated with reduced activities of copper-dependent cytochrome c oxidase and manganese-dependent superoxide dismutase (MnSOD). The attenuation in MnSOD activity was due to substantial levels of unmetallated apoprotein. The oxidative damage in Hfe -/-mitochondria is due to diminished MnSOD activity, as manganese supplementation of Hfe -/-mice led to enhancement of MnSOD activity and suppressed lipid peroxidation. Manganese supplementation also resulted in improved insulin secretion and glucose tolerance associated with increased MnSOD activity and decreased lipid peroxidation in islets. These data suggest a novel mechanism of iron-induced cellular dysfunction, namely altered mitochondrial uptake of other metal ions.
INTRODUCTION
Hereditary hemochromatosis (HH) is a common autosomal recessive disorder of iron metabolism (1, 2) . The majority of individuals with HH are homozygous for a single nucleotide substitution (C282Y) in the hemochromatosis gene (HFE) (3) . Normal HFE protein expression is required for hepatic synthesis of hepcidin, a peptide that regulates iron absorption in a negative feedback loop through the downregulation of the iron channel ferroportin (4) . Patients with HH are characterized by excessive intestinal absorption of dietary iron leading to systemic iron overload in multiple organs which may result in cirrhosis, diabetes, and cardiac failure (1, (5) (6) (7) . It is assumed, but unproven, that the progressive accumulation of iron in tissues of HH patients is directly responsible for complications via iron's established role in promoting tissue damage by free radical-mediated mechanisms (8) (9) (10) .
Although diabetes is part of the classic clinical presentation of hemochromatosis, its pathogenesis is not fully understood. We have demonstrated previously that mice with targeted deletion of the hemochromatosis gene (Hfe -/-) (11), like humans with HH (5), exhibit decreased insulin secretion. The mouse islets show evidence of oxidative stress, apoptotic loss of β cell mass, and desensitization of glucose-induced insulin secretion secondary to iron accumulation (11) . Because of the crucial roles of mitochondria in both apoptosis and glucose-stimulated insulin secretion, we hypothesized that iron might result in mitochondrial dysfunction. Herein, we demonstrate that in the liver of Hfe -/-mice, iron accumulates mainly in the cytosol but not in mitochondria. Mitochondrial manganese, copper, and zinc, however, are decreased significantly. This is associated with reductions in mitochondrial oxygen consumption, the activities of mitochondrial manganese-dependent superoxide dismutase (MnSOD), and copper-dependent cytochrome c oxidase (CCO). This mitochondrial dysfunction is reversible with manganese supplementation, which normalizes lipid peroxidation and MnSOD activity, and leads to enhanced insulin secretory capacity and improved glucose tolerance in Hfe -/-mice.
MATERIALS AND METHODS

Experimental Animals
Mice with targeted deletion of the mouse hemochromatosis gene (Hfe -/-) (12, 13) were bred onto the 129/SvEvTac strain for at least eight generations. Dietary iron overload was produced by supplementing the diet with 20 g/kg carbonyl iron (Harlan Teklad TD91013) for a period of 2 months. Manganese supplementation was achieved by a daily intraperitoneal (i.p.) injection of 250 µL of 30 mM MnCl 2 in sterile saline (0.9 %). Control mice were injected with sterile saline. Female Hfe -/-mice were used at 8 to 10 months of age and age-matched wild type 129/SvEvTac littermates (Hfe +/+ ) were used as controls. Procedures were approved by the Institutional Animal Care and Use Committee of the University of Utah.
Isolation of Mitochondria
Fresh mouse livers were minced and homogenized at 4°C in 250 mM sucrose, 5 mM Tris/HCl and 2 mM EGTA, pH 7.4 (for respiration assays) or 250 mM sucrose, 10 mM HEPES, 0.5 mM EGTA, 0.1% BSA, pH 7.4 (for other assays). Homogenization utilized four to six strokes with a Dounce homogenizer in isolation medium (10 mL/g tissue). The homogenates were centrifuged at 1,000g for 3 min at 4°C. The supernatants were centrifuged (12,000g, 10 min) to obtain a crude mitochondria pellet. These pellets were washed in 10 mL of isolation buffer (without BSA and EGTA), recentrifuged, and resuspended in isolation buffer. Protein concentrations were determined using the Bio-Rad Bradford assay kit (Hercules, CA, USA). Isolation of pure mitochondria was performed using a discontinuous Histodenz (Sigma St. Louis, MO, USA) gradient (16% on 28%) as described previously (14) . Integrity of mitochondrial preparations was verified by the presence of MnSOD and cytochrome c oxidase enzyme activity in mitochondrial, but not cytosolic, fractions. The primarily cytosolic Cu/Zn-SOD activity was not detected in mitochondrial fractions, confirming their purity.
Measurement of Mitochondrial Oxygen Consumption
Oxygen consumption in isolated liver mitochondria was measured using a fiber-optic oxygen sensor (Ocean Optics, Orlando, FL, USA) as described (15) . Mitochondrial protein (1-2 mg) was suspended in 2.0 mL of 120 mM KCl, 3 mM HEPES, 5 mM KH 2 PO 4 , 1 mM EGTA, and 1 mg/mL free fatty acid BSA, pH 7.2. Respiration assay was performed in a thermostated (25°C), waterjacketed, sealed glass chamber with constant magnetic stirring. Oxygen consumption rates were measured for each of the following substrates: 5 mM glutamate + 2 mM malate and 5 mM succinate + 10 mM rotenone in the basal state (state 2), following the addition of 1 mM ADP (to maximally stimulate the respiration, state 3), and in the presence of 1 μg/mL oligomycin to block ATP synthesis (state 4). Respiratory control ratios (RCR) were calculated as the ratio of respiration rate in state 3 to that in state 4.
Determination of Mitochondrial Enzyme Activities
Cytochrome c oxidase (CCO) assay was performed in the presence of 32 mM exogenously reduced cytochrome c in 40 mM potassium phosphate (pH 6.7) and 0.5% Tween 20 (14) . The CCO activity was calculated by recording the oxidation of reduced cytochrome c at 550 nm, expressed as nmol oxidized cytochrome c/min/mg of protein. Succinate dehydrogenase (SDH) activity was measured using 10-50 mg crude mitochondrial proteins in a total volume of 1 mL of 50 mM potassium phosphate (pH 7.6), 5 mM EDTA, 1 mM KCN, 25 mM sodium succinate, 0.12 mM cytochrome c, and 0.12 mM phenazine methosulfate (PMS), and expressed as arbitrary units (change in A 550 /min/mg protein) (16) . Aconitase activity was measured in 50 mM Tris-HCl (pH 7.5) containing 20 mM cis-aconitic acid. The rate of change of absorbance was followed for 10 min at 240 nm, with the activity expressed as mmol cis-aconitate used/min/mg of protein. Malate dehydrogenase (MDH) activity was measured by following the rate of oxidation of NADH in the presence of oxaloacetate (17 
Immunoblotting Analysis
Equal amounts of mitochondrial protein extracts or FPLC-purified mitochondrial fractions were electrophoresed through a 12% polyacrylamide gel and electroblotted to a polyvinylidene fluoride membrane (Bio-Rad, Hercules, CA, USA). Membranes were immunostained first with rabbit anti-MnSOD polyclonal antibody (Upstate, Lake Placid, NY, USA) or with mouse anti-porin (human mitochondrial) polyclonal antibody (Molecular Probes, Eugene, OR, USA) as a control, and then with HRP-conjugated secondary antibodies. Proteins were detected using a chemiluminescence system (PerkinElmer, Boston, MA, USA). Densitometry measurements were obtained using a UMAX Astra 3450 scanner (UMAX Technologies, Fremont, CA, USA) and NIH Image 1.63 (Bethesda, MD, USA).
Inductively Coupled Plasma Optical Emission Spectroscopy (ICP-OES) Analysis
Equal amounts of mitochondria were acid-digested for 1 h in sealed tubes at 95°C in 150 mL of metal free 40% nitric acid (Optima, PerkinElmer, Boston, MA, USA) as described (14) . As controls, blanks of nitric acid were digested in parallel. Samples were centrifuged (22,000 g, 15 min, 4°C) and supernatants were diluted to 600 µL using doubledistilled water. Metal concentrations by ICP-OES (Optima 3100XL, PerkinElmer) were determined from a standard curve using metal standards (Optima, PerkinElmer).
Chromatographic Fractionation of Mitochondrial Proteins
Equal Thiobarbituric Acid Reactive Substances (TBARS) Assessment TBARS levels were measured to assess lipid peroxidation (18) (19) (20) according to the manufacturer's protocol (OXItek TBARS Assay Kit, Zeptometrix, Buffalo, NY, USA).
Quantitation of Transcript Levels by RT-PCR
After a 17 h fast, mice were killed and livers isolated and processed as described (11) . First strand cDNA synthesis was performed on RNA samples (1.5 mg/ea) using SSRTII reverse transcriptase (Invitrogen, Carlsbad, CA, USA) according to manufacturer's protocol and utilizing 125 pM T14VN oligodT first-strand primers (21) . Real-time PCR for MnSOD and two normalizer transcripts (Cyclophilin-A and RPL13a) was performed as described (22) . Primers for mouse MnSOD were, 5′ -GCCAC CGAGGAGAAGTACCA-3′ and 5′ -GCTTGATAGCCTCCAGCAACTC-3′, amplifying a 178-bp product. Eight point log-linear standard curves from compilation cDNA were generated within each PCR run, and normalization to the average of the two normalizer transcripts was applied as described (11) .
Intraperitoneal Glucose Tolerance Testing (IPGTT) and Insulin Determination in vivo
After a 6 h fast, glucose (1 g/kg body weight) was administered intraperitoneally to nonsedated animals. Tail vein blood (3 µL) was sampled at 0-120 min for glucose determination (Glucometer Elite, Bayer Corp., Tarrytown, NY, USA). Blood (50 µL) also was collected at 0 and 30 min for insulin determination (Sensitive Rat Insulin Kit, Linco Research, St. Charles, MO, USA).
Preparation of Islets
Islets were isolated after collagenase digestion as described (23) . Islets were separated from acinar tissue on a discontinuous Ficoll gradient.
Statistical Procedures
Descriptive statistics are represented as average ± standard error. The unpaired student t-test (two tail) was used to compare differences between experimental and control groups.
RESULTS
Mitochondrial Function in Liver of Hfe -/-Mice
Because the insulin secretion abnormalities in iron-overloaded Hfe -/-mice are suggestive of mitochondrial dysfunction (11), we assessed mitochondrial function in Hfe -/-mice and wild type controls. We used mitochondria from liver because that tissue is ironoverloaded in the Hfe -/-mice to a similar degree as islets (11) , and 4 mitochondrial respiration were reduced by 51% (P < 0.01), 27% (P < 0.05), and 37% (P < 0.01), respectively ( Figure 1A ). Similar reductions in Hfe -/-mitochondrial respiration were found when succinate was used as substrate: States 2, 3, and 4 respiration were reduced by 33% (P < 0.01), 19% (P < 0.05), and 31% (P < 0.01), respectively ( Figure 1B ). Because oxygen consumption rates during state 3 and state 4 were reduced proportionally, the respiratory control ration (RCR) did not differ in Hfe -/-mice compared with controls ( Figure 1A -B). The reduction in mitochondrial respiration was not associated with decreased protein levels of subunits of electron transport chain complexes (complex I: 30 kDa iron-sulfur protein 3, and 39 kDa α-subcomplex 9; complex II: 30 kDa iron-sulfur protein; and complex IV: 57 kDa COX1, data not shown).
Elevated Levels of Lipid Peroxidation in Liver Mitochondria from Hfe -/-
Mice
Reduced mitochondrial respiration can result in enhanced oxidative damage (24, 25) . To determine whether liver mitochondria from the Hfe -/-mice exhibited increased oxidative damage, we determined the levels of thiobarbituric acid reactive substances (TBARS), a marker of non-specific lipid peroxidation (18) (19) (20) . Liver mitochondria from Hfe -/-mice had a 61% increase in TBARS compared with controls ( Figure 1C ; 0.132 ± 0.012 vs. 0.082 ± 0.01 nM malondialdehyde (MDA)/mg protein; P < 0.05).
Altered Content of Transition Metals in Cytosolic and Mitochondrial Fractions from Livers of Hfe -/-Mice
We have reported previously that iron levels in total liver homogenates from Hfe -/-mice were elevated compared with wild type controls (11) . We therefore sought to determine if iron also might be accumulating in the mitochondria to account for the respiratory defect in Hfe -/-mitochondria. Cytosolic fractions from Hfe -/-mice had significantly increased iron levels compared with wild type controls ( Figure 2A ; 157%, P < 0.001). However, normal levels of iron were observed in gradient-purified mitochondria of the Hfe -/-mice ( Figure 2B ). In contrast, mitochondria from Hfe -/-livers exhibited significant decreases in copper (44%), manganese (38%), and zinc (30%) compared with wild type animals ( Figure  2B , P < 0.01). Cytosolic content of copper (+4%), manganese (+3%), and zinc (+3%) in Hfe -/-liver were not significantly different from wild type mice (Figure 2A ).
Reduced Mitochondrial Cytochrome C Oxidase and Manganese Superoxide Dismutase Activities in Hfe -/-Mice
We next sought to determine if the reduction of mitochondrial manganese and copper were functionally significant by measuring the activities of copperdependent cytochrome c oxidase (CCO) and the manganese-containing superoxide dismutase (MnSOD or SOD2) in liver mitochondria from wild type and Hfe -/-mice. Hfe -/-mice had a 21% decrease in mitochondrial CCO activity compared with controls ( Figure 3A , 4.06 ± 0.17 vs. 5.12 ± 0.37 nmol/min/mg protein, P < 0.05) and a 25% reduction in mitochon- Figure 4A ; +770%, P < 0.01), yet cytosolic levels of copper (+16%), manganese (-16%), and zinc (+9%) in livers of iron-fed mice were not significantly different from NC-fed animals ( Figure 4A ). The increase in cytosolic iron was significantly greater than that seen in the Hfe -/-mice (Figure 2A) , and was also associated with elevated mitochondrial iron content in iron-fed wild type mice ( Figure 4B ; +102%, P < 0.03). Mitochondria from wild type mice fed excess dietary iron also displayed significant decreases in copper (-18%, Contents of copper, iron, zinc, and manganese from iron-fed mice were normalized to WT-NC values and data represent the percent change in iron-fed mice compared with NC-fed wild type mice (*P < 0.05, n = 4-9 independent determinations per group, with each assay using mitochondria pooled from two to three livers). C. Activity of mitochondrial MnSOD was reduced in iron-fed Hfe P < 0.05) and manganese (-34%, P < 0.01) ( Figure 4B ). Zinc levels were 14% lower than NC-fed control animals, but that difference was not statistically significant (P = 0.12; Figure 4B ). Mitochondria from iron-fed wild-type mice had a 21% decrease in mitochondrial MnSOD activity ( Figure 4C ; 2.62 ± 0.08 compared with 3.32 ± 0.15 unit SOD2/mg protein, P < 0.01) without a change in MnSOD protein (not shown). Liver mitochondria from iron-fed wild type mice also had a 109% increase in lipid peroxidation (TBARS) compared with NC-fed controls ( Figure 4D ; 0.132 ± 0.014 vs. 0.063 ± 0.014 nM MDA/mg protein; P < 0.005).
Decrease in SOD-Bound Manganese in Mitochondria from Livers of Hfe -/-
Mice
To assess whether the decrease in mitochondrial manganese was directly responsible for the observed reduction in MnSOD activity in Hfe -/-mice, we purified MnSOD and determined the degree of metallation of this protein. Soluble components of liver mitochondria from wild type and Hfe -/-mice were subjected to Mono Q anion exchange FPLC followed by size exclusion chromatography ( Figure 5A ). Immunoblotting was utilized to detect mitochondrial MnSOD protein and metal levels were assessed by ICP-OES. A manganese-containing peak coeluted with the bulk of SOD protein in wild type and Hfe -/-mitochondrial preparations ( Figure 5A-B) . In Hfe -/-mitochondrial preparations, the manganese content normalized to the eluted SOD protein was reduced by 54% compared with wild type controls (Figure 5C , P = 0.02). Although this degree of decrease in Mn associated with MnSOD in Hfe -/-mice is larger than the observed decrease in intramitochondrial Mn (38%, Figure 2 ) and the decrease in MnSOD activity (25%, Figure 3 ), the relative decreases in these three measures are not significantly different from one another. Only trace amounts of iron coeluted with the bulk of SOD protein, with no difference between wild type and Hfe -/-fractions. A second manganese-containing peak (fractions 5-8, Figure 5A- mice also showed a trend toward increased fasting serum insulin levels (Figure 7A , 25% increase, 0.40 ± 0.05 compared with 0.32 ± 0.02 ng/mL insulin, P = 0.18). In the face of increased insulin, fasting glucose levels and levels 60 and 120 min after glucose challenge were significantly lower in manganesesupplemented Hfe -/-mice compared with mock-treated Hfe -/-mice ( Figure 7B , 82 ± 3.5 compared with 98 ± 2.4 mg/dl fasting glucose levels, 105 ± 14.1 compared with 147 ± 11.1 mg/dl glucose at 60 min, and 86 ± 8.3 compared with 120 ± 5.4 mg/dl glucose at 120 min, P < 0.01). We also confirmed that manganese supplementation of the Hfe -/-mice led to increased MnSOD activity in islets ( Figure 7C , 56% higher than Hfe -/-controls, P < 0.05) and this was associated with a significant decrease in lipid oxidation as assessed by the TBARS assay ( Figure 7D , 73% lower than controls, P < 0.001).
DISCUSSION
Mitochondria are key organelles for cellular function and survival (27) (28) (29) , and mitochondrial dysfunction has been implicated in a number of diseases including neurodegenerative diseases (30), cardiomyopathy (31), and diabetes (27, (32) (33) (34) . Free radicals, such as reactive oxygen and nitrogen species, are normally generated during energy production in mitochondria. Excess levels of these radicals can negatively affect mitochondrial function through oxidative damage of mitochondrial macromolecules (35, 36) . Because non-protein-bound iron can generate free radicals through Fenton chemistry, we studied the effect of iron overload associated with hemochromatosis on oxidative damage and mitochondrial function. This study demonstrates that in a mouse model of hemochromatosis (Hfe -/-), iron accumulation in the liver is confined to the cytosol where it is associated with decreased mitochondrial accumulation of other metals-including manganese, copper, and zinc. Mitochondria from Hfe -/-mice are dysfunctional and manifest increased oxidant damage, but correcting the mitochondrial manganese deficit largely reverses this damage.
The Hfe -/-mouse, like humans with hereditary hemochromatosis, exhibit β cell apoptosis and decreased glucosestimulated insulin secretion (5, 11) . While it was not feasible to assess metal levels directly in mitochondria from pancreatic β cells, we have observed previously that the degree of increased iron in β cells is comparable to that observed in liver cytosol (11). In the current study, we show that the insulin secretory defect observed in the Hfe -/-mice is reversed by manganese supplementation, resulting in improved insulin secretion and, consequently, enhanced glucose tolerance. This is associated, as in liver, with increased MnSOD activity and decreased lipid peroxidation in islets from manganese-supplemented Hfe -/-mice. These results are consistent with the likelihood that β cell mitochondria exhibit the same changes in MnSOD levels observed in liver mitochondria. Furthermore, these data suggest that mitochondrial manganese availability is a limiting factor in protection against oxidative stress in this model. These observations correlate strongly with a proposed causative role of oxidative stress in several diabetes models (37) . The mitochondrial dysfunction in Hfe -/-mice, evidenced by decreased oxygen consumption, is consistent with oxidative damage and lipid peroxidation. Studies on cardiac reperfusion injury, for example, have demonstrated that treatment of cardiac mitochondria with 4-hydroxy-2-nonenal (HNE) results in decreased NADH-linked (complex-I) respiration, and other studies have implicated products of lipid peroxidation in altering cellular membrane permeability (38, 39) . Our data show that the iron accumulation in Hfe -/-mice occurs in the cytoplasm, but not mitochondria, suggesting that mitochondrial iron accumulation resulting in generation of reactive oxygen species by Fenton chemistry is not the major source of oxidative stress within the mitochondria. The finding that Hfe -/-mice are able to regulate iron transport into, and/or export from, mitochondria and maintain a normal pool of mitochondrial iron-despite the presence of a two-fold increase in cytosolic iron content, has not been described previously and its mechanism is not known. Metallation of MnSOD occurs in the mitochondria upon translocation of manganese and the non-metal containing SOD protein from the cytosol, where the protein is activated immediately after import (40, 46, 47) . In Saccharomyces cerevisiae, conditions of mitochondrial iron overload, or manganese deficiency, result in the mismetallation with iron of the MnSOD homologue, SOD2 (48) . Inappropriate iron binding to MnSOD inactivates the protein because of altered redox potential (48) (49) (50) (51) (52) (53) . In this mouse model, however, there was no demonstrable misincorporation of iron into SOD2, even in iron-fed wild type mice that accumulate mitochondrial iron (data not shown). This suggests that the oxidative stress-related defect is due to availability of manganese rather than aberrant iron binding. We, therefore, wanted to determine the extent to which supplementing Hfe -/-mice with excess manganese might reverse this defect. Supplementing Hfe -/-mice with manganese not only leads to increased mitochondrial manganese content, but also to increased MnSOD activity and decreased oxidative damage as assessed by lipid peroxidation. This enhanced activity resulted in improved glucose homeostasis parameters. In fact, we noted that with manganese supplementation, the activity of SOD increased by greater than the 21% deficit that is observed in the Hfe -/-mice on normal chow. This result implies that SOD activity was limited by manganese availability, and not by protein levels in the liver. (47) . The murine and yeast mitochondria differ, however, in that the pool of apo-SOD2 appears to be mismetallated with iron in yeast even under wild type conditions (48) . The effects of supplementing wild type mice with manganese on glucose tolerance and insulin secretion are in progress, and our preliminary data suggest a positive effect of short-term manganese supplementation on insulin secretion in wild type animals, consistent with enhanced MnSOD activity. Our observations point out the previously unrecognized potential of manganese as a limiting factor in antioxidant defenses. Because of insufficient information on manganese requirements, the Food and Nutrition Board of the Institute of Medicine has not set a Recommended Dietary Allowance (RDA), instead setting an "adequate intake level" of 2 mg/day. Thus, optimal manganese intake levels are unknown, although excessive ingestion, as occurs in miners, can lead to neurodegenerative diseases (54) . Variable levels of manganese and resulting variation in or suboptimal levels of MnSOD also may be an issue in experimental studies. Most culture media, for example, contain no manganese so that the metal is available only from serum, which contains approximately 10 nM manganese (55) and will be present in variable amounts depending on the cell line and treatment protocol.
How does high cytosolic iron cause decreased mitochondrial manganese accumulation? Mammals mediate high affinity mitochondrial iron uptake via mitoferrin (56) . Deletion or mutation of mitoferrin in zebrafish results in erythropoietic defects and reduced mitochondrial iron levels (56) . The decreased uptake of manganese probably results from a competition for uptake after the mitoferrin system becomes saturated, at site(s) of additional low affinity iron transport. One such low affinity transporter of iron must be the unknown primary manganese transporter. Deletion of Mrs3/4, the yeast homologues of mitoferrin, in an iron overload model causes an increase in the activity of SOD2-suggesting conserved mechanisms may be involved in balancing iron and manganese availability in the mitochondria (48) .
In summary, we have demonstrated that iron accumulation in a mouse model of hemochromatosis is confined to the cytoplasm, while mitochondrial iron content is maintained at normal levels. However, Hfe -/-mutant mice are significantly deficient in mitochondrial manganese, copper, and zinc, resulting in mitochondrial dysfunction and impairment of mitochondrial-dependent activities such as insulin secretion. Our present findings suggest a new component to iron toxicity, namely altering mitochondrial metal content-resulting in attenuated mitochondrial antioxidant defenses and overall function. The deficiencies of manganese, copper, and zinc in mitochondria from Hfe -/-mice are new factors in understanding the pathogenesis of hemochromatosis and possibly other diseases characterized by altered metal homeostasis, mitochondrial dysfunction, and oxidative stress. Interactions among these metal transport mechanisms could explain, for example, why individuals with hemochromatosis are more susceptible to amyotrophic lateral sclerosis (57), a disease whose familial form is caused by mutations in the Cu/ZnSOD gene (58) . The further consequences of, and potential ability to correct, these abnormalities in mitochondrial metal content are under investigation and represent a potential for therapeutic intervention.
